SUPPLEMENTARY RESULTS

Supplementary Figure 1
potential NLS motifs were mutated to alanines to generate constructs of mutant TrpRSs (Mut1 to Mut4). The constructs were each transfected into HeLa cells and all of them were observed to be expressed except for Mut2. Cell fractionation of the transfected cell lysates and the subsequent immunoblotting analysis using -V5 antibodies revealed that Mut3 and Mut4 had severely reduced nuclear translocation compared with wild type TrpRS, thus suggesting that M3 and M4 motifs were critical for the nuclear localization of TrpRS. Tubulin and lamin A/C were used as cytoplasmic and nuclear markers, respectively.
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(WCL) or nuclear extracts (lane 2 to 7, duplicates)), or with IgG control (lane 1). The two distinct protein bands that appeared only in the nuclear fraction and extracted with high salt buffer were excised and identified by mass spectrometry analysis as DNA-PKcs and PARP-1. b. Rabbit α-human TrpRS polyclonal antibodies (one against the full-length protein and the other against an N-terminal peptide) were homemade and used as previously described. α-Ku70 was from Chemicon (Rosemont, IL).
Co
Preparation of cell fractions
For whole cell lysate preparation, HeLa cells (10 7 interacted with the C-terminal (CTD-PARP-1) domains of PARP-1.
RNA isolation and RT-PCR analysis
Total RNA was extracted from 24 hpf zebrafish embryos (3 embryos/sample) using TRIzol reagent according to the manufacturer's protocol (Invitrogen). Double-stranded cDNA was synthesized using M-MLV reverse transcriptase (Promega), followed by PCR with ExTaq (Takara). For RT-PCR analysis in zebrafish 1 , the primers used to amplify are: For amplification by PCR, the initial denaturing step at 94 °C for 5 min was followed by 15-25 amplification cycles of 30 sec at 94 °C; 30 sec at 60 °C; 60 sec at 72 °C, and a final extension period of 10 min at 72 °C. Each amplification reaction was separated on a 1.5% agarose gel stained with ethidium bromide-stain and the bands were visualized and recorded using a Multi Image Light Cabinet (Cell Bioscience, Santa Clara, CA).
